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10 ^*,$hmBL<lEmiz?f?Z£tfX-$Z> 0 



20 -c 1^3 » a, * titzmmfez. mmmm t *aSF-25m{*xii * ©tan^ 

tt K <t oMJUnftJEifc £ *j js l rate if-* £ # 3 0 

fc3(W089/05307. RjflKttiO 397 700^, #@*|#I*S£5, 212. 085#, Takahashi 
H, Wilson B. Ozturk M, Motte P. Strauss W, Isselbacher KJ and Wands JR. 
25 In vivo localization of colon adenocarcinoma by monoclonal antibody bin 
ding to a highly expressed cell surface antigen. Cancer Research 1988; 4 
8: 6573-6579. % Wilson B, Ozturk M, Takahashi H, Motte P, Kew M, Isselba 
cher KJ and Wands JR. Cell surface changes associated with transformati 
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on of human hepatocytes to the ma I i gnant phenotype. Proc. Natl. Acad. Sc 
/. USA 1988; 85: 3140-3144.. Takahashi H. Carlson R, Ozturk M, Sun S. Mo 
tte P, Strauss W, Isselbacher KJ, Wands JR and Shouval 0. Radioimmunoloc 
alization of hepatic and pulmonary metastasis of human colon adenocarcin 
oma. Gastroenterology 1989; 96: 1317-1329., Hurwitz E. Stancovski I, Wil 
check M. Shouval D, Takahashi H, Wands JR, Sela M. A conjugate of 5-Fluo 
rourod ine-po I y(L- lysine) and an antibody reactive with human colon carci 
noma. Biocon jugate Chemistry 1990; 1: 285-290.. Wands JR. Takahashi H. S 
tudies on cell surface changes associated with transformation of human h 
epatocytes to the malignant phenotype and their role as potential immuno 
targeting sites. In Frontiers of- Mucosa I Immunology. Volume 2. Eds by Ts 
uchiya M. 1991 pp. 295-298. Hurwitz E, Adler R, Shouval D, Takahashi H, 
Wands JR, Sela M. Immunotargeting of daunomycin to localized and metasta 
tic human colon adenocarcinoma in athymic mice. Cancer Immunology Immuno 
therapy 1992: 35: 186-192., Takahashi H, Nakada T, Puisieux I. Inhibitio 
n of human colon cancer growth by antibody-directed human LAK cells in S 
CI D mice. Science 1993; 259: 1460-1463.. Takahashi H, Nakada T, Nakaki M, 
Wands JR. Inhibition of hepatic metastases of human colon cancer in nu 
de mice by a chimeric SF-25 monoclonal antibody. Gastroenterology 1995; 
108: 172-1 82. )„ SF-25fctJ!l±. t hXMmMl&W (Mz.lt. LS 180 (ATCC No. 
CL0187), COLO 320 (ATCC No. CCL-220. 1), WiDr (ATCC No. CCL-218), Caco-2 
(HTB-37)-^. t hJffffl«l*(mf£F0CUS (Lun H. et al., in Vitro 20; 493- 
504(1984))^a®±^3f|^LTl^§Ci:^^at)tl-Cl^<5o fctSF-25^/^ 
P-^-;umf**^*PT'fey (W089/05307, RJHftltftO 397 700-Sf-, #@i|#£FS&5, 
212, 085-^-) „ ijtSF-25^/ ? P— Z?'J K— V^ATCCIc^ 

fE£*t-Cl^(ATCC No. HB9599)„ 
*5tSF-25m{*f*, *S<7n--r)l,tiiteT*&>Z>Zti)W&L^ 0 ±lE(7)iiy. JfcS 
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K-^ATCC No. \\B95mz HZ* S 5 n—f-jutfitelt* ±fEL 

fct hiffiaaifla*Focus*i6«ait LTT^xicftgEL, ^icty^/ ^p- 

•^;Ufcxf*:£JBl^-SC<!:£-e£& 0 ATCC No. HB9599£t5mL-Cl^£W089/05 

307. RftlttifSO 397 700#^OT^SI^fF||5 ( 212, 085#0DH»Jlcm<*fi<J[cfE 
i&£;h.T(,^J;-5[~. ±fE<D#;£lc«J:y. $LSF-25*S O n—y^^^-f 
K-^f*. ATCC No. HB9599mHlct 1 l£l©^^flFr'^iS[t#e.tLr 

S&0J/cmx&|&f4*AE : ? L i: Ltlt SF-25ift^$5>Lr^-r<5afl*IifflflSm^a)iSffl 

X mShZ. Dynal Biotech ftM) m&m^&^ttflii%:& 0 

HS t iaSF-25iit<*X(i^(OfeT;Jl^t48if it £ ©iaMfciftSJS £#J/B L T flStt If— 

C*itjSHIJSt(D|HI<Dtt;lS4n:f*JEJi6l=«fe *«BBSS«tttf— Xl=g[JS«^*14- 



WO 2004/042401 PCT/JP2003/0 14201 

5 

fr\ 9ft. 0.001~1Sfi%SS-c&y.»tte-X0)Mtt. ftldfijeSfifcl* 

tf. 9ft. o.i~5oa*%aj*T?fcSo *fc,i*a»*fl!)*#f*i#i=is3e**LJ5:i^ 

*^ 4 °C~ 4 5 °CT?0. 5B$M~ 4 8 RtlHM'f >*J^~ h^* C <t tj 

Lxi^i^mw^it^mmm^m^mi^m^izit. «tte— xici* % » 

MAST*. «*fi\ «MBlfttJS(6*li-«gtSF-25fit(*A<-7^x I sGVfoZM 
Siaf*^ L < »^©^m«1£K^»raitt^^Anrc|S^t'<S«S9t$tttt tf 

-Xfcu^b-r&o Lfe^t, #fi<t l-c(*s u mu&£ttsF-2 

5ttf*xl4*©tt«|fi^ttBf>t4:©tt»ttfrJEffi*W#LftL^©T?*ntf»L^r 

*i©*©**«fflr* = t*<-e#«. te**«t?i*. i^mir 

J^fcl© 7 ;U^" U «/ -fe >^ v ^ *s7 KF I TO t l r &sf-25^e / ? 
P — -J^UfiMfclCl^ L, C©FITC3r % JftFI TC«M*B j£fls»te fc: -Xfc$g£- £1±T 
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F-25titJ^^^L-Cl^^^iaT*&^^^i.l^■rH<^)^S^fflfl&T*feo■C^,«fc < Sik^f 

mm. f?wmmm* wiw^m^mm. wuMtmib* T-mini&L wmmmfe. 
mfem&mmifc. &.mmm&+ mmmi&. amna* mmmmfe. xiiiffjs 

TfSfflJ&eifttffi (adult Tcell leukemia: ATL) *ttILTl^4<, mitLtz'jy 
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& Z t tfX ! # & <D -Q 'J T? fc -5 o 

£.0>jx.l£. 4°c~ 4 5°c^jgO;SST-eO. 5Hf|~ 2 4 f$MS£Sfek$-t*S c <t 

ttfc|Rjt£*iJ&i^ o. 1M%~1 0itS%mJt-efc^ o gjfc.jfitfft 

W\ #J*.l£s 4°C- 4 5°cM(D;gJgTr*0.5 
B*IW~ 2 4 B#iraftjgft £ #«5 £ t IZ cfc y fr 5 = <k *<T? # <§> o C (D^CD. 
fc*a>«tee-X<DMId\ ±E£E*rr?<fcl\, ftSfflJfciriallSt 
ftfi(6*-fr«ftSF-25tti*xtt-ea)a«c«^ttBf>fr©»*l*, Wc«se**u&:i* 
Ms o.ooiii%~iii%stt'ifey, *fc,iaJltn;i*J5^a)^mi. ft 

ft»£tt(2fl*n-?&y s s&Afcj: ymi4t*-x^JiR*-r§fci6©^^TfTfis*tt 
jii±a)xiifc«t y , mw±izsF-2Stfim$:§£mLxi^z>mi&tfwntf— xizm 
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m (atl) mmm&om&®fr e. d n a u ;u;Mb l^, atlohs 

^-r;ux-efe-5HTLV-i(7)it^$-r p c R&tf ^cd^o)-*-? v h 

£#T*#i>o HTLV-1 (ATL) , Rb («BB3HfflHaiH % MB* 9LBKp53 (*» 

B. ?LB, BWKPif) ,WTI<Wilni8BBKAPC(*BB, 1IB).p1b(BttB&fl. % 
BBhNFI (BttBfeB* ttfUftS) .NF2(BBB« ABB) . VHL . DPC-4 

(BBB) .SMAD2 (*BB) > PTEN (*M£P£B) , PTC (£Ji»j£$ffljJ&B) Jn 
t-2/hst-1/cycD1 (HSIgiSBs tlCRRA) , MDM-2 (MB, MMm) ,erbB1 
*LB) .erbB2(neu) (R* s IB^AB) .c-myc <^**, 
fl*/J^«BfiS^, ¥LB) .N-myc (MaMHttB* tt'MllBB* ' MB) sH-ras (?>M 
) ,K-ras(HBKc-inet (SB) ,K-sam (IB) .AKT-1. AKT-2 (S/T-PK) (t*>lz 
mm. mmm) .Aurora-2(S/T-PK) (*BB) &&lf%Z\ttfV£& 0 ZZlzM 
BBBJBl^T?*.«*tf, EGFgSf* (9LB«) , p53$>/<? (*BB* Jfffl&B 
) .JM^tJSBBH^CVEGF) (JffSSB, *BB3P) .TGF-0. annexin'-l^a)J; 5 

#«<D*BBI=fet^rj.e^$xi=5S« 

£*<#*Llv (BBB..4#B) o_ £*t_&©BB^;u;*BfiWB^— *HM5 
^Xli t(T> c D NAfl)«li$ltt^)Tfft 9 „ GenBankH©^— X (http: 
//www. ncbi. nlm. nih. gov/Genbank/ index. htmn?B#*T*sflJB*rB) l=J|JlB*ih.T 

£lc«fcy % *©46*EM£Mf=fcl3 BB , 5-Ouxitfe^HpB'7 

«, §£iE$»j#c&ftma>$iii&£ p c Kmom^mkimm^z^. y bml v bow 
j&&ftfrS£*£B'<$c: £(=<*: y, BBa^tDBB^-ou^iifc^Lx i*bv 
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p c Rmo^mmmm^^ommmmomta^its zo^izm^xm 
>mm<ommz^mit u araaaitirwiiwic/x-f ?y *y x^-siiff^p-:? 

20 mRNA^M^LfccDNA-efcottJ:^ tttit LtmRNA^l 

ffl-TSc NASBA&£{*fiJi*a-efcy s 3r<Dfctb0*v t-ffiffizti 

ji*n-efcy. miiittgLttj:&mm<Di&&mmtft>fr'3xiw£, 
izftffittteMmmwLzrn-zrztimmMt/s* ?>j ^x$t, mmm&mm-? 
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L < liDST— -h— iie ; f-XI*-t4te>© c D N A<Di&&m&]<D—Ul~ftffi&}te&& 

x$-t±. m&Wi. mmzg&ztitzuwtzmtt&z: tizzy % m&wzmiM 

*L-S>EP^fflfl&*Bi (signet-ring cell carcinoma) tf^tik ^jfflflS(DfefZ^[j6 1> 

=>— t— e— >#3f M.omtHs &>z>wtffimi&tfmm-?&m^—t>—. m 

CEA (carcinoembryonic antigen) , AFP (alfa-feto protein) * 
CA19- 9. DUPAN-2, TPA (tissue polypeptide antigen) m<Dfe 

tatfm-fzftZo ^fc, *<b^w«3ii:LT:i±*aijisi36«»a-r*itriBjii*^-* 
-<z)el i sAiz&zmfc j PBtf§£%i?%mm<D7<(v*f<{A mxit. ldh 

xmji&mmMiz^g&ym&MizmwT&o tott, *^i*t 

1 . tt**<Z>M 

mttATLs* 7 « , mmnmm 5 « , < -r ^ y mati_j6# 9 « , m?satl* * y 

74 2«Wt^A (HTLV-1HM*Sfe#> 8«0)^Jfll^f>#^^^Lfco m 
&&0&m** MftmzZXD&vlZLXlT-otzo Lymphaprep (Axis-S 
held PoC AS, Oslo, Norway)5m I &'MibW\Zt y , MI5^^e>?#t>tvfc^/'? 
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M/ty 7r-4ifttt* (PBS) £SH^T 3 Etifrbft* u i>j.T0>nm\zmwz o 
2. yn— y-j h'J — 
V^XffiSF-25^/^P-^Ufct1*(ATCC No. HB9599lc£ y ^jtlcj; y , 

&&m$ifrz>. o.imi-ro2#<D/jNianw[c:feM£u i *izim$RL tzmitmffi 
gi&wu rnntz, -i omtizmfrizmmz-ztetf*. 4°c3 oanusjcsi*- 

10 fco J5J£$I7&PBS£J}D*.. 2la])iii>s5fe;^7P— ? — (EPICS XL(^ 
.Coulter, Miami, Florida, U. S. A. ) iZTZf^^ U FITC^st"?^*. lgG1 
£3 > h P-;i/<>: LTi^l^0)ifflBa$* O > h Lllt£«©Jt^£jfc#>fco 
-tiB^P — «M h'J-f-cfcy. tWcf>© s SF-25ffiH ^USELTl^ 

15 ^1 





^14ATL 


UttATL 


<«ya 

ATL«l# 


M^HTLV-I 
'J 7 




SF-25iJtJjji3gSg 
m^O#J^(% 
) (Wit) 


42.7 


27.9 


15.2 


0.6 


0.4 



liU 

20 Bttt t*-X^ffl^fcSF-25tJtJl^^^a>JR*St/^-a)^^^ 

SF-25^;Jl$f§^lLrL^^^^a^^fe^*DNA[c. htlv-i itaw^p^-r 
;ux4t L-c^A£*L-ci^fr§^£-f x p c R&tf-tHFv^p hicj; y 

(1) SF-25 tAHSI^m^©^ 
25 < -f ,S> y S ATL S#(Z>5fc*8lfiL^ & ±f B<D «fc 5 f = L T L 10 7 £ 'J > 
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&ttfli£&?K (pH 7. 2. 0. 5%^JfttjtT^^5 >fcefctf 2mM EDTA &LT/< 
VZPT-) 60// 1 ICj?ji^1±fco #f::. FITC^LfcVt7XmSF-25^Ey ^ □ — 
■*-/U*a{*(ATCC No. HB9599 IC «fc y OftSO.1%) 10// I £irajL4°C5# 

IHE(6*-B\ 2B**L5Mft*©4ft#*B*Lfc„ COiNBI&lc 90// Ifl)/h7 
T-£Jn*S#itt*-fc!\ 10// I 0) Anti-FITC T-f <7 P^tt tf-X(Miltenyi Biote 
c GmbH, Bergish Gladbach, Germany S^Etl 50nm) £2)0*., 6°C15 

u sF-25tft«f*Mizi(rr*#a«*»tte-xi:ts^*i±fc 0 ^m<om^ 
£—x$v&£-?&tztbmife : £ 2 m$t#vt* 5oo// i o)a^77- 

77^XSf-ffe'; KMiltenyi Biotec GmbH, Bergish Gladbach, Germany) 
£mvc, C<D«HJ}a$MACS^ili7Ki?T--r ^-feb^i/a^MS^^ACMiltenyi Bi 
otec GmbH, Bergish Gladbach, Germany) (— 77- 500// I T?^;#Lfr 
*©) iZTZr^-f U **I=J:y«tte-XT?*H*#ifc|BJft (SF-25 tSWHMt 
iffflflS) £«ttlf— XT«*l8**ifcfrofc*IM& (SF-25 jftfiRlfctellMS) £#EU 

(2) XPCR 

Takemoto S €>{Zcl:&4R&- (Blood Vol 84 No9 3080-3085, 1994) Jcg"3# 
iHTOik O l-ffofco DNAzol (Molecular Research Center, Inc., Montgomery R 
d., Cincinnati, Ohio. ) 'Sffll^Tft-ttttJ: l J SlfeftD N A £tefiH U C0)DNA 
£Sau3AI SfflHTIJDirU T4 DNA ligase I^T-fe;U7 v-f -tr— ^ 3 

ffofco ^(D^lCjcy, HTLV-1 5'LTR JSlXS gag sequnce ^ & £ § 05 £ „ HTL 
V-l ^-m^ftM-QNAr^^«.^Oi:]Vl?»«...im ; V T l_a>5' proviral DNA 

&fc**»<DSI»<BA<rc* sac ii -emmmmLtzo ^<DDM&t>Z?Is- hV 

LT primer l: 5'-aagccggcagtcagtcgtga-3' (HTLV-I £&JfelE£lJ(D 8946-8927) % 
primer 2: 5'-aagtaccggcaactctgctg-3' (HTLV-I %sM-WLM<D 8958-8977) 
— WiWiO> PCR 3rfrl\ Jfcl^T? nested primer <!: LT primer 3: 5'-gaaagggaaag 
gggtggaac-3' (HTLV-I Ea^IB^JO) 8924-8905) primer 4: 5'-ccagcgacagcccatt 
ctat-3'. (HTLV-I %££7IJ(D 8986-9005) Tr^— ©P£<D nested PCR £frofc 0 
# PCR fi Thermal Cycler £jflt^T 94°C20 |3>. 55°C20 72°C30 5 )V 
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£*-aBl* 50 Ek B-fSLmit35\B\ft-otz 0 Z©PCR^«B 5ul $tV2% T 
(3) +>-if>^P^h 



3** ^7 \s=J- K (5'-ctccaggagagaaatttagtacac-3' HTLV-Ij£SlE$»J(D9012-9035) £ 
?a — Z?t LTmW-KDmftikfr&mmLtzo TakemotobKJ^fg^-ICcfc&i:, 

ATLft*|Cfcl+ *HTLV-lit W©f|^&*li#j£«|H-c ^ 

^fei*DNA^-^trHTLV-10)3'LTR(DU5MJ^^lii|ii-r <5 Z i: T?. ^ J >J a—f^ftM 
51 T? fc £> frS^ £ -So *H® & li^fe<*DNA^^t?HTLV-KD3'LTR0)U5fi 
igfcODNA sequenceff tlCcfc l ) ^:<OZ t^VtULXl^^o 

*<Dm%:. sF-zsmm^m-t^^mmx-it. HTLv-i^p^^ou^bDNA*^ 

15 ^E/^P— fMzmfr&-£tlXisys SF-25&t1£ij!J&T?fi. HTLV-I(D^P 

SF-25ftft:«f^«tttt?-©*« 
20 ffltiSftffimm&.n=F (DYNAL ttSSL M-450 Goat anti-Mouse IgG) lOmL 

- ft 300mg) $ PBS Tf_4 HI [J >7> Ltz&s 6mL <Z> PBS IZftWt. Lfc 0 - C lz % SF-25 
ta^ (l.0mg/mL)£ 0.60mLS§jDL> 20°C"C 4 ^J5J^$1±fc^> £31:&i&7k-e 

x5fe;t lt sf-25 ttft-efiff^ Lfc»ttit^ t#e,nf=^f* o. i%o *>mm 

T;b^5 XBSA) ^^An Ltz U (PBS) |=H»»s6« 2X£ r> izft 

25 tfe^itfeo 



sf-25 fcwmwwm.=¥-<ois& ut¥&jtiite®fti£) 

m^ftWtmm^M=F (DYNAL *t»L M-270 Carboxylic Acid) lOOrag £ s mMft 



5 
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Mfkrf 5%[C&& J; 5 (z MES mmmfe (5mM, pH6. 0) |Z§§;§ Lfc„ d (Di&tt^O) * 

3 EDC (l-X5=-;U-3 (3-^^ ^;ut 5 /^Ptf^U)*^^^ 5 Kfc Kp* 

D ^K)f 20mg »in U 20°CV 1 B#F^JgfS$-frTjS^b Lfcfc, HEPES 
*(0.1M.pH7.4)T?HSft*U HM**2idJc#llfc$ttfe. SF-25*a 
ft (1. OmL/mL) £ 0. 4mL M U 20°C-C 4 B#Pb1SC£: £-&tz&. flfea**7KT?ft* L 
T SF-25 taf*J&^b^WlC$g^$tlfclltt^$|ife 0 *#£;h,fc*!i^(* 0. 1% BSA 
$%&fiQLtz PBS iz 2% £ U & * 5 Iz^Wl £ -|±fe „ 

kut-2 mm<D#m 

MMAfr b ? x >»»jfli L fc « 5mL £ jito^gi L , / \* 7 -r — =j — h L 
fc„ w^LlC 0. lTM&lbT^^A*^ lOmL $Jn^.M;S^ 10 LtzOib 
jfiifrfllft U n^tltzfcWLZ 2mM EDTA #W PBS 7? 2 Wtftft U 4. 5mL (7) 0. 5% BS 
A&tf0.6%£x>18£^;rr3PBSf::j¥3t£-ti\ 1.2 x 10 6 *fflJ&/mL 0>fc HIE?& 

10% FCS^iaRPMI1640±§ife^ffl^T, 37°C. 5%C0 2 -f>4^'<— * "C^* L/= 
KUT-2 $ffl§S (Hanada S, Tsubai F and Namba Y. The Characteristics of T-cel 
1 lines derived from peripheral blodd of patients with adult T-cell leuk 
emia-lymphoma. Recent Advances in RES Research 1985; 25: 124-133) £jI|iD> 
U '&£>Htz ! ,%ffli& 2mM EDTA ^ PBS T? 2 @gfc# U 4. OmL © 0. 5% BSA R 
Z£ 0. 6%<7X>i^fr PBS_f=»»*_-& v 6. 0 x l0 5 mm/mL <D KUT-2 $fflflSj^;^^ 

tzmmit&frm.ttez&v izmm&m& u ^tt^s^ 1. omL t «k a i= o. 5 

% BSA & XS 0. 6%£ X m PBS -C#SR L fc . Z <Z>$fflfl&?E£i£fr b , H»J 2 

<fctf^ifc01J 3 -e^Lfc SF-25 ffif*«flMKtett*-£m*T: KUT-2 i&ffllfe^lfti: L 

■ca«»}8*K^.fc a $fflBS;g^j^ i. OmL izmmm 2 *j«fc tfujnai 3 Ltz s 

F-25 fitf*c«Eff«tt|l^$ 50mL (tt^lmg) ^AdL. 30 4MBH 4fe|g«ffllDt 
fTofco fitft^MIICcfcyattlt^^^JltL, 0.5% BSA &U0. 6%<7 X PB 
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STf 3@*^Lr»^-lcP^ffiSftffl-C»*Lfe«ll!S*l»*Lfc«, 2mM EDTA # 
m PBS 7? 1 EfefefrU ««»»LT*^jft$|»5feLr«i|i|JtiJE(BI=»»»*X 

10mM Tris-HCl (pH8. 3) Lf= Proteinase K (0. 8mg/mL) $ 50fiL ffillU 

U 55tJT?15»JSJCLrail!a$»»Lfc. ^l^T. 95°CT*20#J5l£U #fflJJ&£ 
»l=fflL\fc Proteinase K Htt£*0>ttlfcJ*tt£j££IHi 

fcKUT-2|M&tt£IEttfc: Hffllft»£»L;fco KUT-2 «Ufta>Jg*f*, HTLV-1 
;UXfi^(DpXjte : f : Ml|?rt<Dl02mer^iiifii- 5£«*-* C £U:«fcoTfTofc. ^ 

iE*t h«0Si^^lt )8- -ifP t*>iti£^rtC0 HOraer ■ 

KUT-2«efl&©^afi^L§i< ztv&totzo •? : 5'C?-kzfa-7<Dmmitm 

^SPCR(i % ABI PRISM 7700 Sequence Detection System (Applied Biosyst 

ems ti-M)$mi*tzo vmfrz>(DMffe$ti<Dmmiz\t > so EKDJWKSSfcfcu-c* 

S3fe!iJg^~^(7)S4lfit (Threshold: Th) 2 ;U3& (ThlM^U) 

ca>pxsifi^fcd:iXi8- ype>jte^©tt««^icr* H -^mokut-2 

8BJ1&,_ fe-5l)'*IE^ t hIM:, Proteinase K gftfc (0. 8mg/mL) £g&*P L, 55°C 
T? 15#JEfcLT*IIIS*8#Lfc&£, 95XiV20ft&fcLXm*fttz&mm%id>~ 

(Dgl^^Lfco 0.5*M&fr& 5xio 5 «CDSSHT^*Wci:iiil'I^?ii^[Lf=o C(D 
<t *, (*MS»)=10~ (30. 77/3. 46-Th 1M 46) % *§[18^§& r=l. 00 
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5 ' -mm-3 ' 




TTC CCA GGG TTT GGA CAG AG 




CGA AGA TAG TCC CCC AGA GA 


TaqMan Z?U — -J 


FAM-ATA CCC AGT CTA CGT GTT TGG AGA C-TAMRA 



S3 



jB-^Pfcf^Jgg 


5 ' -1B5IJ-3 ' 




ACA CAA CTG TGT TCA CTA GC 


U/\— x^^-r^— 


CAA CTT CAT CCA CGT TCA CC 


TaqMan ^"P — :? 


FAM-AAC AGA CAC CAT GGT GCA TCT GAC T-TAMRA 



PCR JSJS&fi/t^;/ hX^-hffliSm (Pi/a • ^7y/^f-{ v<?7*#M) 

m^iz^-tm^x-mmLtzo 3o^i \z±.u-Qmzmmm^. 20^1 

£Jn*.TigiJi£4Tc>fco 

PCRyb-K^g7K 
x 10 SfS buffer 
MgCl 2 (25mM) 
dATP, dGTP, dCTP(lOmM) 
dUTP(20mM) 

37* "7 — K3^-f7— (50nM) 

'J/^— (50pM>- 
TaqMan ^P — 3^ (25nM) 
FastStart DNA tK 'J P« ^— If (5U/^L) 
ROX l/7 7l/>X^ 

£"ft 30 nl 

pcr mmtinTom y izn^tzo 



17.95 fil 

3 hi 

5 nl 
#0.5 nl 
0.5 Hi 
0.6 nl 

0.6 Hi - - 

0.2 Hi 
0.4 Hi 
0.25 Hi 
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#'J*5— \z<ommt 95°C. 10 »M 

pcr -9--f^;u 60°C % 60fJ>ffl 

95°C S lO^Pel 

-©PC £ ;Ki 50 mm y £ Lfc„ 
#e>HfcKUT-2«0)^Sfi|fcJ;U:jE^t h«M&<DMffl^6 % KUT-2 «0> 
«ft*JBlTfl)tfJt^6*«>. 10Hl(7>/lJ^^2p^)Lra5fc^<i:«) 
o MtE^ 00 =*&ffi L fc KUT-2 3ffljjS§& -i- f±&^ KUT-2 x ioo % mm (%) = 

we Lf= kut-2 mmm+ m& kut-2 mmm+m& u^iESt t hSBsaife) x 

100o 



^5 





ttii^KU 
T-2 SjfflM 


mm 


UT-2 MB 

m 




KUT-2 $ffl 

(%) 


KUT-2 $B 

) 




3. 0 x 10 s 


6. 0 x 10 s 


2. 8 x 10 s 


2. 7X10 3 


92 


99 




3. 0 x 10 4 


6. 0 x 10 4 


2. 9 x 10 4 


1.2X10 3 


95 


96 


9mm 2 


3. 0 x 10 3 


6. 0 x 10 3 


2. 7 x 10 3 


2. 6 x 10 2 


90 


91 


mmm2 


3. 0 x 10 2 


6. 0 x 10 2 


2. 8X10 2 


1.2X10 1 


94 


96 


mmm3 


3. 0 x 10 5 


6. 0 x 10 s 


2. 9 x 10 s 


2. 7 x 10 3 


98 


99 i 


9mm 3 


3. 0 x 10 4 


6. 0 x 10 4 


2. 9 x 10 4 


9. Ox io 2 


97 


97 


mm 3 


3. 0 x 10 3 


6. 0X10 3 


3. 0 x 10 3 


6. 3 x 10 2 


99 


98 




3. 0 x 10 2 


6. 0 x 10 2 


3. 0 x 10 2 


1.3X10 1 


99 


96 



nftT?«w© kut-2 -iBUfe«m*~- s$Ee-eiiiiiR-rs.c: t #T?*fc. Ltzm 
^irc j: y . mis® jt&^&Broit&T * wwtB t ft y * *§ft foM $ * y 

JWWf=5S*-r<5***TOi:ft«. 

ft^Ficoll-Paque Plus (Amersham Pharmacia Jit?) fcSJB U £ib$MB6Lfcfe 
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fcPBS(c»»3-t*-. t hjE#*«»§&#B£S8lLfc. 

t hlii&BjjS 0CUM-2M LN (Fujihara T, Sawada T, Chung K H-YS, Yashiro M, 
Inoue T and Sowa M. Establishment of lymph node metastatic model for hu 
man gastric cancer in nude mice and analysis of factors associated with 
5 metastasis) „ W^^fflflg Calu-6 (ATCC Number: HTB-56, J Fogh (editor). Hum 
an tumor cells in vitro. New York: Plenum Press; 1975. pp. 115-159. ) N 
P^^BJS Capan-2 (ATCC Number: HTB-80, Dahiya R, Kwak KS, Byrd JC, Ho S, 
Yoon W, and Kim YS. Mucin synthesis and secretion in various human epit 
helial cancer cell lines that express the MUC-1 mucin gene. Cancer Resea 
10 rch 1993; 53: 1437-1443.) „ HT-29 (ATCC Number: HTB-38, J Fog 

h (editor). Human tumor cells in vitro, pp. 115-159. New York: Plenum Pr 
ess; 1975.) „ ^'gS^Jja HeLa (ATCC Number: CCL-2 Gey GO, Coffman WD and 
Kubicek MT. Tissue culture studies of the proliferative capacity of cer 
vical carcinoma and normal epithelium. Cancer Research 1952; 
15 12: 264-265.) £ PBS $ 1* % -^;^Jg(D$fflfla5?»|C|)|^ Lfc 0 

it>mz±m^m^L. mmmmisuu mw^mm^Bouu ^mmmmsui^ 
maL. Mfp^55 o c-e3o^F B ijsf5*-a-7to m&mMfewoiii *s*nu mm 

20 m 55°c-e 15 ttfflKfctf&tzo mizjvyn/is—j], soo//i ^^auiM 
Mib UtJ»£|&5fe Lfc, 70%x£ ; — ;u 500 u 1 &tiQz.8tft&. m>k L ±m$mffi 
fcUfcSLfc. DNase/RNase Free (DfclZXmMLmmteliii&t Ltzo 
COtt&ttttiftJ: y £S RT-PCR JEfSU: J; y - £3 Lfco 

jaae^jEiticttomniscript mfawmm (qiagen tt^) meizm-tm. 
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X10 Z>t— 2 Ml 

dNTP mix (5mM) 2 # 1 

7>^A^7-^7^7- (CLONTECH ttHi) (20#M) 

RNasin 'J /K* ^ l/7HfI*JI (Promega *tgf) (40Unit//* 1) 0. 25 jU 1 

Omniscript j£$E¥iSS l n \ 

RNase Free 7X 8. 75 1 

^•ti" 15// 1 

37°c. 60 am 

»6ttfc-*«DNA*PCRJEJE6fCTilMI- MLfco lt*§ • 5g»-T3$ 
— V ? Hitter «t Lt, «-M*Blia-C|g-H35<i(Mn-r**eT-T?fe'S PCD1 iHg^ 
^JSW© lOlmer fcJ:t;4F2il<K : F-^il^l^a) lOlmer ^flHWio C*t Z>(DZf^-( V 
— t^P — :?(DlB?IJ£^7fcJ:tfS8fZ^Lf::o — fc hftStt/N^X*— If 
Vyit^-efc-S t h'*— 2T<?T>, thGAPDH. 18S 'JtKV— ARNA &fsl£ 

< mm -m Lfco 

«7 



pcdi sta^sta 


5'-lE5>J-3* 




GAC AAG GCT GCC CTC TCC TA 




TTA AAT CAA GAC CAG ATG TGG AAG AC 


TaqMan ZfQ — "? 


FAM-CTT TCC CAA GAC CAG GCT GCC ACT TCT-TAMRA 



^8 



4F2 mm^izm. 


5'-mm-y 




TCC TTC TTG CCG GCT CAA C 




GCA TCC AGG CCA ATC TCA TC 


TaqMan Zfa — ^f 


FAM-CGA CTC TAC CAG CTG ATG CTC TTC ACC C-TAMRA 



^gPCRJSJSliABI PRISM 7700 Sequence Detection System (Applied Biosy 
stems $±W Zmi^tzo PCR JS/SiSl* QuantiTect Probe PCR (QIAGEN *±§SD &m 
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m9 pcr Rfcfemtftm 

2xQuantiTect Probe PCR Master Mix 25// 1 

K^-fV— (100/1 M) 0.2//1 
•J/*— X^-f?— (100// M) 0.2//1 
TaqMan^P — Zf (13//M) 0.36 //I 

M^Tk 18. 24// 1 

"nit 44// 1 

PCR Jgf5l±mTCD##lzr^C»f=o 

/K'J^7-ifO>S^b 95°C. 15 »M 

94°C. 15&IH 
60°C\ 60 &M 

ccd pcr im $;k* 50 mil y iE Lfco rt-pcr tHoom/Bfrmm.oszmizit 50 

EKDJUftjfleiZfeL^T, fi*BlflP*<— JE0)»*fll (Threshold :Th) EB#lC 
t hW«tt/\^X4r- e>^Jlfe^|Z»-r*4F2ilfe?-. PCD1 ttftTOM** 

i>jt®fiM*i& trait-cat < &m-tzmm : ?<Dmmtfftz>*itzo m<&m#i s 
F-25 tjtfwmmii^ ^c.fcoT, jb^oimtttm* ■ raft " 

T?0J|XT?#. *fcs «H£LfciH£^©M: RT-PCR JEJSlCTT&EB*- -5 ZtA^ 
fiMS tfi^Br t&* Wig t ft 3 o 
^fgejcD^&fCcktil^ -tz/U7-$ 5 ^i^il^fflh^z <!: ft < . 
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mm®, t m sf-25 ^^^om^^ti ®r * t (Dfamm&zifc $mm l xmm 
e-xic^^-e-. wv* M&tf-xzMtuz&ymtb. m^.if-x±iz^ 

2. m&mmmZs mtim^iz—xiz^^-^^xmtt. taSF-25*A^L< 
ittomm^^m^m^it Ltzm& if-xt.ms&mmmt £fctif fcttt&js 
z-e%ztiz&i>)ftt>tiz>fr > xii, mmLtzmL<it^mLxi^i^ sf-25 

LKitztitmmiz, ±&tsii\tzfa^fa&^mtftmM\zife^&mm.*m'Z. 
it Lfc^i± iz-xt^m^tzifim^m^mt zsifczitz z t iz j= y fr*> 

4. ttrieft$ai&*<* &ibLmmf&. xmmmm. /MMnatt* mm* 

iuttL is«««in. flKoa^BS. vwmmb, ig^ttMaoiiiL M3tfl«iis$ffl 

mute* mmmmm, xitBtmrnfoxfozm 1 l 3 ©iv***^ 1 ^rcie 

5. friBsaBfla^&jfli^«afla. t h marcs, mmmm. &mmm. xmmm 

7 . mwz&&tfmwt&&v&z>ffi&TM 1 l 6 o>i>-r;h,^ 1 mizmnojjfe . 

8. fit SF-25 fitftXtt-trottaite^ttWfr^H^bLfcatttlf-X^^t?, « 

9. fit sf-25 ft«cxi*-?-a)*tijRte^tt»ffr*H3e^Lfc«tte— x© % *&oiii& 
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0 



0 
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6.000 
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